Neutrophilic inflammation with prolonged neutrophil survival is common to many 24 inflammatory conditions, including chronic obstructive pulmonary disease (COPD). There 25 are few specific therapies that reverse neutrophilic inflammation, but uncovering 26 mechanisms regulating neutrophil survival is likely to identify novel therapeutic targets.
Kinase microarray profiling reveals ErbB2 is phosphorylated by neutrophil survival stimuli.
157
To explore whether ErbB family members are phosphorylated in response to survival stimuli 158 we studied the activated kinome in human neutrophils stimulated with N 6 -MB-cAMP 159 (Vaughan et al., 2007) . A Kinex™ antibody microarray was performed to detect the 160 phosphorylation of over 400 kinases and kinase-associated proteins and this data set was 161 interrogated to seek evidence of activation of ErbB by N 6 -MB-cAMP. Of the phospho-specific 162 antibodies, 17 yielded an increase over baseline control of ≥ 1.5 at 30 min and 8 at 60 min 163 (Table 1) . Among these targets, ErbB2 phosphorylation was detected at 30 min (1.94 > 164 control) and 60 min (1.53 > control, Table 1 ). This suggests that ErbB is part of the 165 neutrophil signalling response to survival stimuli. In support of this, we detected the 166 presence of ErbB2 mRNA in human neutrophils by RT-PCR ( Fig. S3 ) and a 60kD protein which was upregulated by GMCSF and dbcAMP (Fig. S3 ). ErbB3 was also detected in 169 human neutrophils by ELISA ( Fig. S3 ), at levels similar to those observed in other tissues in 170 literature (Buta et al., 2016) . We found ErbB3 expression was not regulated by growth 171 factors, which may in part be due to regulation being primarily at the post-translational level. To determine the ability of ErbB inhibition to exert an effect on neutrophil number and 175 apoptosis in vivo, we used three complementary animal models of acute inflammation. To 176 specifically address whether tyrphostin AG825 was able to accelerate apoptosis of 177 neutrophils in the mammalian lung, we used a murine model of LPS-induced airway 178 inflammation (Thompson et al., 2014) . C57BL/6 mice nebulised with LPS developed an 179 acute pulmonary neutrophilia after 48h, to a degree seen previously ( Fig. 4A-B) (Thompson 180 et al., 2014) . Tyrphostin AG825 had no effect on percentage of, or absolute number of 181 neutrophils or macrophages compared to DMSO control ( Fig. 4A-B ). Tyrphostin AG825 182 significantly increased the percentage of neutrophil apoptosis, both visualised as 'free' apoptotic cells (closed circles) and as a summation of both free apoptotic cells and apoptotic 184 inclusions within macrophages in order to capture those that had been efferocytosed (closed 185 triangles, Fig. 4C ). Macrophage efferocytosis was also significantly elevated by tyrphostin 186 AG825, compared to vehicle control (Fig. 4D) , determined by counting the number of 187 macrophages containing apoptotic inclusions as a proportion of total macrophages (Fig. 4E ).
188
We next tested the anti-inflammatory potential of tyrphostin AG825 when administered once 189 inflammation was established, which is more representative of the clinical scenario. Mice 
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Others have reported that neutrophils express members of the ErbB family (Lewkowicz, 
301
A limitation of our study is the genetically intractability of human neutrophils, meaning we 302 cannot exclude the possibility that the inhibitors are having off target effects in this system. 
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In conclusion, we have identified a previously undefined role for ErbB RTKs in neutrophil Biotech). Images were scored manually as described previously (Robertson et al., 2014) . In 419 brief, each well of three larvae was assigned a score between 0-3, corresponding to the 420 number of larvae within the well with a reduced number of neutrophils at the site of injury.
Kinase inhibitors which reduced green fluorescence at the injury site to an extent that their 422 mean score was ≥1.5 were regarded as hit compounds.
423
ErbB inhibition studies: Briefly, 2 dpf mpx:GFP larvae were treated with Tyrphostin AG825
424
[10µM] for 16h before undergoing tailfin transection (Elks et al., 2011; Renshaw et al., 2006) .
425
The number of neutrophils at the site of injury was determined at 4 and 8 hpi by counting 782 Table S1 . PKIS compounds that accelerated neutrophil apoptosis >2 fold over control. 
